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1A Flowchart ofDKK.1 Protein Purification 



Transient Transfection of HEK 
293T with 
Dkk-1 MycHis 



4: 



Collect CM after 48 Hours 

x 



To CM Add Protease 
Inhibitors, adjust to 0.5 M 
NaCl, 5 mM Imidazole, 5% 
Ethanol, Filter 

1 



Load on Ni Column, Wash, 
Run 2-Stcp Gradient 
5-400 mM Imidazole, 400 mM- 
1M Imidazole 

1 



Locate Dkk-1 Fractions by 

Dot-blot 
1 



Pool and Concentrate Fractions 
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SDS-PAGE for Purity 
Determination 



IB 



Ni Column profile 
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5-400 mM Imidazole 
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Pooled fractions 17-23 



(57) Abstract: The invention relates to a novel method of inexpensively synthesizing large quantities of an essentially pure, biolog- 
ically active, glycosylated Dkk protein, including mammalian and human Dkk proteins (e.g., human Dkkl). The invention further 
relates to the synthetically produced essentially purified, glycosylated and biologically active Dkk protein, and the characteristics of 
the protein. 
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